. Specificities and properties of rat monoclonal antibodies for Sec12. (A) Protein G beads were conjugated with rat control IgG (first lane) or Sec12 antibodies (second through fourth lanes) and then incubated with HeLa cell lysates. Beads were washed, and proteins retained with beads were analyzed by SDS-PAGE followed by Western blotting with cTAGE5 CC1 and Sec12 (clone 8G10) antibodies. The asterisk indicates the antibody heavy chain. IB, immunoblot; IP, immunoprecipitation. (B) Sec12 (clone 6B3) antibody was preincubated with BSA (control) or ColdTF-tagged Sec12 (93-239 aa) for 90 min at 4°C. HeLa cells were fixed with cold methanol and subject to staining with preincubated Sec12 (clone 6B3) and Sec31 antibody. (C) HeLa cells were incubated with or without 5 µg/ml BFA for 1 h at 37°C and stained with Sec12 (clone 6B3), cTAGE5CT, or Sec31 antibodies. TM, transmembrane. Bars, 10 µm. Figure S4 . qRT-PCR analysis of collagen VII mRNA after cTAGE5 knockdown. HeLa cells were treated with control or cTAGE5 siRNA. After 48 h, qRT-PCR was performed. n = 3. Means ± SEM. KD, knockdown.
